. Ser113 and Ser560 are autophosphorylation sites in PAK6.
(A)
In vitro kinase assays of Flag-PAK6 wild-type, S113A and S560A in the presence of the general Ser/Thr substrate myelin basal protein (MPB, 10 µg) in the presence of 33 P-ATP/Mg 2+ for 1 hour. Samples were subjected to SDS-PAGE and transferred onto nitrocellulose membranes. The upper indicates PAK6 autophosphorylation and MBP phosphorylation (phosphoscreen). Total protein amount was verified coomassie blue staining of the membrane (lower panels).
(B)
Quantification of incorporated 33 P-radioactivity normalized by total protein (n=4 experiments). Data are presented as mean ± SEM. Two-way ANOVA followed by Tukey's multiple comparison test (*P≤0.05, **P≤0.01, ***P≤0.001, and ****P≤0.0001). In vitro non-radioactive kinase assays of recombinant 14-3-3γ wild-type, S58A, S59A and S58A/S59A in the presence of immunopurified PAK6 wild-type, showing that S59, not S58, is phosphorylated by PAK6. Upper panel represent an immunoblot against pan-phosphoSer58/59 14-3-3; lower panel indicates total protein loading (Ponceau staining). Figure S4 . LRRK2 interacts with a subset of 14-3-3s including 14-3-3γ.
(A) Recombinant 14-3-3 isoforms expressed and purified from E. coli (coomassie staining).
(B) Immunopurified Flag-LRRK2 and Flag-PAK6 were loaded into SDS-PAGE at equimolar concentration, transferred onto nitrocellulose membranes and subjected to overlay assays using all recombinant 14-3-3 isoforms. Anti-Flag and anti-His antibodies were used to verify LRRK2 and PAK6 loading (right panel) and bound 14-3-3, respectively. SDS-PAGE/transfers were done in the same gel/membrane and membranes were subsequently cut to allow incubations with the different 14-3-3 isoforms. Western blotting and detection was performed in parallel to allow quantitative comparison.
©
Quantification of bound 14-3-3 normalized by total LRRK2 and PAK6 amount (n=3 independent experiments). Figure S5 . Active PAK6 phosphorylates 14-3-3γ in neurons.
Primary cortical neurons were cotransfected with PAK6 S531N or empty vector and 14-3-3γ at DIV4. Cells were fixed at DIV7 and stained with anti-14-3-3 (green), pSer58/59 pan antibody (red) and PAK6 (blue).
